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WHO Influenza Reagent Kit for the Identification of Influenza A/H5 Virus
(1997-98, 2003 or 2004 version). The reagents in this kit for the
immunofluorescence assay include:
influenza type A/H5-specific monoclonal antibody pool
influenza A type-specific and influenza B type-specific monoclonal antibody
pools
influenza A/H1 and an A/H3 subtype specific monoclonal antibodies
Anti-mouse IgG FITC conjugate
Microscope slides
Cover slips, 24 x 60 mm
Mountant
Acetone
Immunofluorescence microscope.
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Madin-Darby Canine Kidney cells (MDCK). ATCC CCL34.
WHO Influenza Reagent Kit for the Identification of Influenza A/H5 Virus.
Reagents for identification of A/H5 in cell culture includes:

influenza A/H5 control antigen: inactivated virus

goat serum to A/Tern/South Africa/61/ H5

chicken pooled serum to A/Goose/Hong Kong/437-4/99
WHO Influenza Reagent Kit (Annually distributed)

A (H1N1) and A (H3N2) reference antigens and reference antisera.
Receptor-destroying enzyme (RDE).
Red blood cells ( chicken, turkey, human type O, or guinea-pig red blood cells) in
Alsever's solution.
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WHO laboratory biosafety guidelines for handling specimens suspected of
containing highly pathogenic avian influenza A/H5 virus
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RNA RT cDNA DNA
oligonucleotide primer
A/H5 HA N1
H5 N1 RNA PCR
QIAamp Viral RNA Mini Kit
Sterile microcentrifuge tubes, 0.5 and 1.5 ml
Primer sets
HA gene primers use by the Hong Kong Government Virus Unit modified from
Yuen et al., 1998:

H5-1: GCC ATT CCA CAA CAT ACA CCC



H5-2: TAA ATT CTC TAT CCT CCT TTC CAA
Expected product size: 358bp
NA gene primers used by the Hong Kong Government Virus Unit modified
from Wright et al 1995:
N1-1: TTG CTT GGT CGG CAA GTG C
N1-2: CCA GTCCACCCA TTT GGA TCC
Expected product size: 615bp
Positive control (Obtained upon request from a WHO Collaborating Centre for
Influenza)
10X PCR buffer
Adjustable pipettes, 10, 20 and 100 pl
Disposable filter tips
Microcentrifuge, adjustable to 13 000 rpm
Vortex mixer
Thermocycler
Agarose gel casting tray , electrophoresis chamber and power supply
UV-light box or hand-held UV light (302 nm)

PCR master mixture

Reagent Volume per reaction
10X PCR buffer 5ul
extraMgClz (25 mM): final conc. 2.0 mM 1pl
dNTP (2.5 mM each) 4ul
forward primer (5 uM) 5ul
reverse primer (5 uM) 5ul
water (molecular grade) 25 ul
Tag polymerase (5 U/ul) 0.25 ul

a. Aliquot 45 pl of master mix into each 0.2-ml PCR tube.
b. Add 5 ul cDNA to each tube.
c. Set the follow PCR conditions: (ABI 9700):
94 °C 3 min; 40 cycles of 94 °C 30 sec, 45 °C 30 sec,
72°C 1 min; 72°C 7 min.
(PCR conditions optimized using Amersham Pharmacia BioTech System)
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